Background: MRE11, a protein known to play a vital role in DNA double-strand break repair, is associated with the prognosis of a variety of tumours, but there are few studies regarding the role of MRE11 in gastric carcinoma (GC). The present study aimed to explore the clinicopathological significance and prognostic value of MRE11 expression in GC.
Introduction
Gastric carcinoma (GC) is the fifth most common malignant tumour worldwide and frequently leads to death [1, 2] . Surgery is considered to be the only curative treatment, and there is no satisfactory treatment, including moleculartargeted therapy and immunotherapy, for patients with recurrent or unresectable GC [3] [4] [5] . Overall, there is a need to explore novel mechanisms of GC development to improve the prognosis of GC patients.
DNA double-strand breaks (DSBs) are a major threat to genomic integrity and cause chromosome breaks, deletions, and translocations in cancer cells [6, 7] . DSBs are repaired by the homologous recombination (HR) or non-homologous end joining (NHEJ) pathway [7, 8] . The MRE11/RAD50/NBS1 (MRN) complex plays a central role in most aspects of the cellular response to DSBs, including HR, NHEJ, telomere activity and DNA damage checkpoint activation [9] [10] [11] . As a core protein of the MRN repair complex, MRE11 may also be associated with the prognosis and development of human cancers. In addition, MRE11 protein expression was proved to be a predictive factor associated with survival following bladder cancer radiotherapy [12] . Furthermore, a randomized clinical trial showed that MRE11 deficiency is associated with improved long-term disease-free survival and overall survival (OS) in a subset of stage III colon cancer patients [13] , and Yuan SS et al. showed that high MRE11 expression is associated with increased malignant behaviour in breast cancer [14] . Nonetheless, it remains unclear whether MRE11 regulates the progression and development of GC. Therefore, in this study, we assessed MRE11 expression in GC specimens and explored its association with clinicopathologic parameters and long-term OS and recurrence-free survival (RFS) in GC patients.
Methods

Patients
Surgically treated GC patients (n = 155) with confirmed pathology at the First Affiliated Hospital of Sun Yat-sen University (FAHSYSU) between 2004 and 2007 were randomly chosen. Follow-up was terminated by December 2017. For this study, we excluded patients who received chemotherapy or other treatment before sampling or were lost during follow-up. We reviewed the patients' clinicopathological characteristics, including gender, age, tumour size, tumour location, Bormann classification, and differentiation. We performed tumour staging for patients according to the 8th Edition of the American Joint Cancer Committee TNM classifications. Another 61 GC patients who had received surgical treatment in 2013 were randomly chosen for tissue microarray analysis.
Patient consent and ethical approval from the Institutional Review Board of FAHSYSU were obtained for this study.
Tissue microarrays
We collected adjacent normal and GC tissues of 61 patients from the FAHSYSU Department of Pathology, and these tissues were assembled into tissue microarrays (Servicebio, Wuhan, China) for immunohistochemical (IHC) staining.
Immunohistochemical staining
We obtained 155 paraffin-embedded GC specimens from the FAHSYSU Department of Pathology, and IHC staining of these specimens and the tissue microarrays were conducted as previously described [15] using an anti-MRE11 antibody (1:200; Sigma-Aldrich, Darmstadt, Germany).
Evaluation of the IHC results was performed by two independent investigators who were blind to the specimens, and scoring was determined using a semiquantitative method [16] . Samples in which more than 10% of the tumour cells were stained were considered positive. The staining intensity was defined as follows: 0 (negative), 1 (weak), 2 (moderate), and 3 (strong). Negative and weak staining was considered to indicate low MRE11 expression, and moderate and strong staining was considered to indicate high MRE11 expression.
Bioinformatics analysis
We downloaded RNA-Seq data for GC from The Cancer Genome Atlas (TCGA), GEO (GSE139911) and Oncomine databases. We analysed the prognostic role of MRE11 mRNA levels using the Kaplan-Meier plotter.
Statistical analysis
Statistical analyses were performed using SPSS 17.0 (IBM, NY, USA). The chi-square test was employed for numerical data. Survival curves were generated using the Kaplan-Meier estimator. Hazard ratios (HRs) and 95% confidence intervals (CIs) were computed from univariate and multivariate Cox proportional hazards regression models to examine associations between prognosis and 
Results
Overexpression of MRE11 mRNA in GC tissues
Data from TCGA showed many genes to be up-or downregulated in GC samples relative to their expression in normal samples, with the MRE11 gene being significantly overexpressed in the former (Fig. 1a) . Further analysis of unpaired GC and normal tissues from TCGA also indicated markedly upregulated expression of MRE11 mRNA in GC tissues (P < 0.001; Fig. 1b) . The same results were found for paired GC and normal tissues from the GEO cohort (P < 0.01; Fig. 1c) , and Oncomine cohort data were consistent (Table 1) . Taken together, these findings indicate that MRE11 mRNA expression was upregulated in GC tissues.
Associations of MRE11 expression with clinical parameters in GC
To evaluate the relationship between MRE11 expression and clinicopathological characteristics in GC, we performed IHC staining to detect MRE11 expression in 155 paraffinembedded GC specimens. As shown in Fig. 2 , the MRE11 protein was mainly distributed in the nucleus. MRE11 expression was further measured using tissue microarrays containing adjacent normal and GC tissues from 61 patients, and MRE11 protein expression was found to be significantly higher in GC tissues than in adjacent normal tissues (Fig. 2c) . As shown in Fig. 2d , there were 28 cases (18.1%) with an IHC score of 0, 45 (29.0%) with an IHC score of 1, 49 (31.6%) with an IHC score of 2, and 33 (21.3%) with an IHC score of 3. IHC scores of 0 and 1 were defined as low MRE11 expression (47.1%, 73/155); IHC scores of 2 and 3 were defined as high MRE11 expression (52.9%, 82/155). The relationships between MRE11 expression and clinicopathological parameters are summarized in Table 2 . MRE11 overexpression in GC tissues was significantly related to lymph node metastasis (P < 0.05), distant metastasis (P < 0.05) and tumour-node-metastasis (TNM) stage (P < 0.05).
High MRE11 expression predicted worse survival in GC
To define the prognostic role of MRE11 expression in GC, we first analysed data using the Kaplan-Meier plotter. Patients with high levels of MRE11 mRNA had worse OS (Fig. 3a) and RFS (Fig. 3b) than those with low MRE11 levels. Next, the prognostic value of MRE11 protein expression in our cohort was assessed by Kaplan-Meier analysis. The follow-up period of the 155 GC patients ranged from 2 to 156 months, with a mean survival time of 62.56 ± 4.64 months. The mean survival times of patients with low and high MRE11 expression were 81.83 ± 7.06 and 45.37 ± 5.47 months, respectively. The combined 5-year OS rate was 36.6%; the 5-year OS rate was 54.1% in the low MRE11 expression group and 20.9% in the high MRE11 expression group. Our data indicated that high MRE11 expression was associated with worse OS (P < 0.001, Fig. 3c ) and RFS (P < 0.001, Fig. 3d ). Furthermore, we defined the prognostic value of MRE11 expression in early (TNM stages I and II) and advanced (TNM stages III and IV) GC, and the results showed that high MRE11 expression was associated with worse OS (P < 0.05, Fig. 3e and g ) and RFS (P < 0.05, Fig. 3f and h) in both early and advanced disease.
We also performed univariate and multivariate analyses to assess the ability of MRE11 expression to predict the prognosis of patients with GC. As shown in Table 3 , univariate analysis revealed that certain clinical variables were significantly associated with OS, with multivariate analysis demonstrating that MRE11 expression (P < 0.01) was an independent predictor of OS in GC patients. In addition, MRE11 expression was an independent predictor of RFS (P < 0.01) in GC patients (Table 4) . Taken together, our results indicate that MRE11 expression was an independent prognostic factor for the GC patients investigated and that MRE11 might serve as a molecular marker for GC prognosis.
Discussion
The results of this study show that MRE11 overexpression is significantly associated with poor prognosis and that MRE11 is a potential prognostic biomarker in patients with GC. First, by analysing TCGA, GEO and Oncomine data, we demonstrated that the MRE11 mRNA levels were significantly higher in GC tissues than in normal tissues. Second, using the Kaplan-Meier plotter, we found that patients with high MRE11 expression had poor OS and RFS. Third, we proved that MRE11 protein expression was significantly higher in GC tissues than in adjacent normal tissues, as based on tissue microarrays derived from 61 patients. Furthermore, IHC staining of tissues from 155 GC patients verified that MRE11 overexpression was associated with poor OS and RFS, a finding that is consistent with that of a previous study [22] . Finally, multivariate Cox regression analysis demonstrated MRE11 expression to be an independent prognostic factor for OS and RFS in GC patients.
(See figure on previous page.) Fig. 3 Patients with high MRE11 expression had a poor prognosis. a and b Kaplan-Meier Plotter OS and RFS curves for GC patient groups with low and high MRE11 mRNA levels. c and d OS and RFS of patients with high MRE11 overexpression were worse than those of patients with low MRE11 expression. e and f Patients with high MRE11 expression had worse OS and RFS than did those with low MRE11 expression in early GC (TNM stages I and II). g and h High MRE11 expression in GC tissues predicted worse OS and RFS in patients with advanced GC (TNM stages III and IV)
The MRE11 gene encodes a nuclear protein involved in HR, telomere length maintenance, and DSB repair, and the MRN complex is required for NHEJ [6] [7] [8] 11] . Previous studies have reported that deficiency of the MRN complex may sensitize cancer cells to treatment with PARP inhibitors and might serve as a predictive biomarker for the efficacy of PARP inhibitor therapy [23] [24] [25] . MRE11 protein expression is also associated with the prognosis and development of human cancers, such as bladder cancer, colon cancer, and breast cancer [12] [13] [14] . Altan B et al. [22] found that high expression of MRE11 is associated with poor OS in GC, and we further proved that MRE11 overexpression is associated with poor RFS and is an independent prognostic factor for OS and RFS in GC. Some studies have suggested that high expression of MRE11 in tumour cells enhances DSB repair, leading to increased local recurrence and reduced survival rates [14, 26] .
The findings of this study also demonstrate that MRE11 overexpression is significantly related to lymph node metastasis, distant metastasis and TNM stage. However, we did not explore the molecular mechanism of MRE11 in GC, which is a limitation of this study. Previous studies have shown that MRE11 overexpression in breast cancer cells leads to cell proliferation by stimulating STAT3 signalling and enhances migration and invasion capabilities through activation of MMP-2 and MMP-9 [14] . In addition, activation of the STAT3-MMP axis has been reported to promote cancer cell invasiveness and metastasis [27] [28] [29] . Based on these results, we can conclude that the STAT3-MMP axis may be involved in the molecular mechanism of MRE11 in GC. In future work, we will verify the role of this molecular pathway in GC. As tumour cells overexpressing MRE11 exhibit a poor response to radiotherapy and chemotherapy and MRE11 deficiency leads to inhibition of DSB repair and enhances radioand chemosensitivity in tumour cells [12, 14, [30] [31] [32] , MRE11 is a potential target for increasing radio-and chemosensitivity.
In conclusion, MRE11 overexpression is significantly associated with poor prognosis, and MRE11 may act as a prognostic biomarker in patients with GC. MRE11 may also serve as a target molecule for chemoradiotherapy. 
